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BACKGROUND: Studies on peripheral benzodiazepine
receptor function have yielded a diverse list of
activities of which the anti-inflammatory effects
need to be further examined.
Aims: To evaluate the role of steroids, nitric oxide
and adenosine-deaminase in the anti-inflammatory
effect of PK11195.
Methods: Pleurisy was induced by intrapleural injec-
tion of carrageenan in mice pre-treated or not with
PK11195. Leukocytes, exudation, adenosine-deami-
nase (ADA) activity and nitric oxide (NO) level were
measured. Steroid involvement was evaluated by pre-
treatment with D,L-aminogluthetimide before
PK11195.
Results: Leukocytes, exudation and NO levels were
reduced by PK11195 in the early (4 h) phase. In the
late (48 h) phase, PK11195 decreased leukocytes and
ADA activity. D,L-aminogluthetimide reversed the
effect of PK11195 on exudate (4 h), as well as total
and differential leukocytes and NO levels (48 h).
Conclusions: Steroids, NO and ADA are implicated in
the anti-inflammatory action of PK11195.
Key words: PK11195, Pleurisy, Nitric oxide, Steroid Synth-
esis
Mediators of Inflammation, 13(2), 93 /103 (April 2004)
Involvement of steroids in anti-
inﬂammatory effects of PK11195
in a murine model of pleurisy
Marcelo Barreto Spillere da Silva
1,
Roseli Coimbra Farges
2 and Ta ˆnia Silvia Fro ¨de
1,CA
1Department of Clinical Analysis, Center of Health
Sciences, and
2Department of Pharmacology, Center
of Biological Sciences, Universidade Federal de Santa
Catarina, Campus Universita ´rio  / Trindade, 88040-
970 Floriano ´polis, SC, Brazil
CACorresponding author
Tel:   /55 48 331 97 12
Fax:   /55 48 2 44-09 36
E-mail: taniafrode@zipmail.com.br
Introduction
The peripheral benzodiazepine receptor (PBR) is
an 18 kDa protein localised on the mitochondrial
outer membrane, where it is associated with at least
two other proteins: the voltage-dependent




one of the most widely studied specific ligands for
the PBR. Only the 18 kDa subunit carries PK11195
binding domains.
3 The PBR is expressed in
many tissues and abundantly in classical steroid-
producing cells.
4,5 PBR ligands stimulate steroid
synthesis not only in endocrine tissues such
as adrenal glands, placenta, testes and ovaries,
but also in the liver, glia and Schwann cells
by enhancing the translocation of cholesterol
from outer to inner mitochondrial membranes,
the rate-limiting step in steroidogenesis.
6 12
Furthermore, the presence of PBRs in other
tissues in which steroidogenesis occurs, such as the
pancreas and the heart, suggests a role for these
receptors in steroid biosynthesis in different parts of
the body.
13,14
The PBR is widely distributed in the immune
system organs such as the spleen, thymus, intestine
and lymph nodes and in various types of human
blood cells,
15,16 presupposing an involvement of this
receptor in inflammatory and immune processes.
In a previous study, it was demonstrated that a
long pre-treatment time (24 h) with PK11195 had an
inhibitory effect on neutrophil influx, without inhibi-
tion of exudation in the inflammatory response 4 h
after carrageenan injection in a model of mouse
pleurisy.
17 Here, we report that a shorter pre-treat-
ment time (1 h) with PK11195 affects pleural exudate
formation and cellular infiltration in both early (4 h)
and late (48 h) inflammatory phases of carrageenan-
induced pleurisy in mice. The participation of ster-
oids in these anti-inflammatory PK11195 effects was
examined by using D,L-aminogluthetimide, a potent
inhibitor of P450scc, the enzyme responsible for the
transformation of cholesterol into pregnenolone.
18
Adenosine has signaling, cytoprotective and anti-
inflammatory roles depending on the receptor sub-
type and the levels of adenosine available.
19 Thus,
the subsequent interaction of adenosine with adeno-
sine type 2 receptors may inhibit, among others, the
expression of CD11b/CD18 molecules in leukocytes
that promote and facilitate cell migration.
20 In air-
ways, A2A receptors are present on many immunoin-
flammatory cells. Moreover, these receptors are
implicated in the suppression of degranulation of
neutrophils, mast cells, monocytes and T
lymphocytes.
21 23 Adenosine-deaminase (ADA) is
an enzyme that controls the concentration of adeno-
sine in organs and cells. ADA activity is significantly
increased in pleurisy induced by carrageenan.
24
Several studies have shown that ADA is able to
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93suppress the effects of the released adenosine.
25 On
the other hand, nitric oxide (NO) seems to play an
important role in the carrageenan-induced inflamma-
tory response. Thus, the lack of NO generation due to
the absence of inducible nitric oxide synthase (iNOS)
expression produces a significant reduction of the
pleural exudate and the number of emigrated
polymorphonuclear cells in carrageenan-induced
pleurisy.
26
Therefore, to better understand the mechanisms of
the observed anti-inflammatory effect of PK11195, we
analysed whether this involves steroid synthesis as
the underlying mechanism and the regulation of
adenosine and nitric oxide production in the carra-
geenan-induced pleurisy model.
Methods
The experiments were performed with the approval
of the Committee for the Use of Animals in Experi-
ments of the Universidade Federal de Santa Catarina
(Brazil).
Animals
Non-fasted adult Swiss mice of both sexes (18 /22
g; n /4 /6), aged 1 month, were used throughout
the experiments. They were housed in accordance
with institutional animal care requirements
(temperature 219 /28C, under a light/dark cycle of
12 h) and fed freely on standard rodent chow and
water.
Drugs
PK11195 from Sanofi-Synthe ´labo Recherche
(Labe `ge ´, France) was dissolved in absolute ethanol
and diluted with phosphate-buffered saline (PBS) to
the appropriate concentrations. The maximum
concentration of ethanol injected into the animal
was 1%. The vehicle utilised in control animals was
1% ethanol in PBS. D,L-Aminoglutethimide, carragee-
nan (degree IV), sodium azide, o-dianisidine
2HCl (3,3?-dimethoxybenzidine), and human poly-
morphonuclear leukocyte myeloperoxidase were
purchased from Sigma (St Louis, MO, USA). The
D,L-aminoglutethimide was dissolved in dimethylsulf-
oxide (DMSO) and diluted in PBS to the appropriate
concentration. The maximum concentration
of DMSO injected into the animal was 10% and
the vehicle utilised in control animals was 10% DMSO
in PBS. Neither 1% ethanol nor 10% DMSO affected
the inflammatory parameters evaluated 4 and 48 h
after pleurisy induction. The other drugs were
purchased, stocked and diluted as indicated: heparin
(Liquemine†; Roche, Sa ˜o Paulo, SP, Brazil),
NaH2PO4/H2O, Na2HPO4/12H2O, NH3SO4, nitro-
prussiate (Montedison, Sa ˜o Paulo, SP, Brazil),
adenosine (Fluka, Ronkonkoma, NY, USA), alkaline
buffer, hydrogen peroxide (30%), disodium N-hydro-
gen phosphate-12-hydrated, sulfanilic acid,
N-(1-naphyl)-ethylenodiamine dihydroxide, zinc-sul-
fate-7-hydrated, sodium phosphate, formamide
(Merck, Sa ˜o Paulo, SP, Brazil), ammonium formate
(Riedel-de Ha ¨en, Seelze, Germany), phenol (Biotech,
Sa ˜o Paulo, SP, Brazil). NaCl (0.9%), Evans Blue
and May /Grunwald /Giemsa dyes from different
commercial sources. PBS (Merck) was previously
prepared and maintained in the refrigerator. All drugs
were kept in siliconised plastic tubes at  /208C. On
the day of the experiments, the drugs were diluted to





27,28 pleurisy was induced by
a single intrapleural injection of 0.1 ml of carrageenan
(1%). Since the pleurisy caused by carrageenan
exhibits a biphasic response (4 and 48 h), these two
interval points were chosen to analyse the studied
parameters.
After killing the animals with an overdose of
ether, the thorax was opened and the pleural cavity
was washed with 1.0 ml of sterile PBS containing
heparin (20 IU/ml). Several samples of the
pleural lavage were collected for further determina-
tions of ADA activity,
29 exudate levels and
nitric oxide concentrations,
30 as well as total
and differential leukocyte contents. Total leukocytes
were performed on an automatic counting machine
(Beckman Coulter Inc., Brea, CA, USA), while cytos-
pin preparations of pleural wash were stained with
May /Grunwald /Giemsa for the differential count,
which was performed under an oil immersion
objective. All animals, except in the experiments
that analysed the enzyme activity or nitric
oxide levels, were previously challenged (1 h)
with a solution of Evans blue dye (25 mg/kg,
intravenously) in order to evaluate the degree
of exudation in the pleural cavity. A sample
(500 ml) of the fluid collected from the pleural
cavity was stored in a freezer ( /208C) to further
determine the concentration of Evans blue dye.
To this end, on the day of the experiments, a batch
of samples was thawed at room temperature and
the amount of dye was estimated by colorimetry
using an Elisa plate reader (Organon Teknika, Rose-
land, NJ, USA) at 600 nm, by interpolation from
a standard curve of Evans blue dye in the range of
0.01 /50 mg/ml.
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and cellular infiltration in carrageenan-induced
pleurisy
For dose /response studies, a group of animals was
treated 1 h before pleurisy induction with different
doses of PK11195 [0.01 /1.0 mg/kg, intraperitoneally
(i.p.)] or vehicle, and the inflammatory parameters
(leukocytes and exudation) were analysed 4 and 48 h
after carrageenan injection. In another set of experi-
ments, animals were pre-treated with one dose of
PK11195 (0.1 mg/kg, i.p.) or vehicle at different times
(0.5 /4 h) and the same inflammatory parameters
were evaluated 4 and 48 h after pleurisy induction.
For the time course of the later (48 h) phase, further
groups of animals were also treated with a single
injection (1 h) or with two injections of PK11195 (0.1
mg/kg, i.p.) or vehicle with a 12 h interval (the first
dose of PK11195 at 1 h before carrageenan and the
second dose 12 h after the first one).
Evaluation of the participation of steroids in the fluid
leakage and cell influx inhibition by PK11195
A group of animals was pre-treated (0.5 h) with 10
mg/kg of D,L-aminoglutethimide before 0.1 mg/kg
(i.p.) of PK11195 or vehicle, 1 h before carrageenan
administration. Thereafter, the pleural lavage samples
for the leukocytes counts and quantification of
exudation were evaluated 4 and 48 h after pleurisy
induction.
Determination of nitrate/nitrite concentrations
Mice treated with PK11195 or vehicle (0.1 mg/kg,
i.p.) 1 h prior to pleurisy induction or twice with a 12
h interval prior to pleurisy induction were utilised in
order to evaluate the action of PK11195 in the early (4
h) and late (48 h) phases of pleurisy upon nitrate/
nitrite levels, an indicator of NO synthesis in samples
of pleural lavage fluid.
Samples of the pleural lavage obtained from
control and treated animals that did not receive Evans
blue dye injection were collected, separated and
stored at  /208C, and the nitrate/nitrite levels were
determined by the Griess reaction as previously
described by Saleh et al.
30
Evaluation of the effect of PK11195 on the adenosine-
deaminase activity in pleurisy
ADA activity was measured 4 and 48 h after pleurisy
induction, according to the method developed by
Giusti and Galanti,
29 in samples of pleural lavage
from animals treated with 0.1 mg/kg of PK11195 (i.p.)
or vehicle given at 1 h or twice with a 12 h interval.
Using conventional reagents, the enzyme concentra-
tion was estimated by means of colorimetric mea-
surement (absorbency at 630 nm) on an Elisa plate
reader (Organon Teknika).
One unit of ADA is equivalent to the amount of
enzyme required to release 1 mmol of ammonia/min.
Results are expressed as units per litre. A detailed
description of this assay has been published pre-
viously by Fro ¨de and Medeiros.
24
Statistical analysis
Data are reported as the mean9 /standard error of the
mean. Differences between groups were determined
by analysis of variance complemented with Dunnett’s
and/or Student’s tests. pB/0.05 was considered
indicative of significance.
Results
Determination of the PK11195 effects on
leukocytes and exudation in carrageenan-
induced pleurisy
The time course studies indicated that only mice
treated with PK11195 0.5 and 1 h prior to the pleurisy
induction showed a significant inhibition of leuko-
cyte recruitment (percentage inhibition: 0.5 h, 339 /14
and 1 h, 329 /9, respectively; pB/0.05) (Fig. 1). This
effect was due to neutrophils influxes (percentage
inhibition: 0.5 h, 379 /15 and 1 h, 349 /10, respec-
tively; pB/0.05) (Fig. 1, inset). Furthermore, Fig. 1
also shows that only the treatment of animals with
PK11195 at 1 h caused a significant inhibition in
exudate levels (percentage inhibition, 379 /7; pB/
0.01).
In a previous study it was demonstrated that mice
treated with PK11195 (0.1 mg/kg) at 24 h prior to
pleurisy induction by carrageenan showed a signifi-
cant reduction in neutrophils, but no decrease in the
exudate levels.
17 Thus, to permit the study of the
action of PK11195 on both cell recruitment and
exudation we chose to pre-treat animals with
PK11195 at 1 h before pleurisy induction for the
dose /response studies.
Figure 2 shows that PK11195 (0.1 /1.0 mg/kg, i.p.)
administered 1 h before carrageenan inhibited signifi-
cantly the leukocyte influx in the early (4 h) phase of
pleurisy induction (percentage inhibition: 0.1 mg/kg,
329 /9; 0.5 mg/kg, 349 /7; and 1.0 mg/kg, 269 /9; p B/
0.05). The lowest dose of PK11195 (0.01 mg/kg) had
no significant effect on leukocyte influx. Figure 2
(inset) shows that thisinhibitoryeffectwas duemainly
to neutrophil influxes (percentage inhibition: 0.1 mg/
kg, 349 /10; 0.5 mg/kg, 339 /7; and 1.0 mg/kg, 259 /9;
pB/0.05).Furthermore,thedoseof0.5mg/kg,i.p.,1h
before was also effective in inhibiting mono-
nuclears (percentage inhibition, 559 /7; pB/0.05).
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observed with 0.01 mg/kg (percentage enhancement,
909 /3;pB/0.05).Ontheotherhand,only0.1mg/kgof
PK11195 produced a significant inhibition of exuda-
tion level (pB/0.01) (Fig. 2).
The time course studies (Fig. 3) carried out in the
later (48 h) phase, however, indicated that pre-
treatment with PK11195 at 2 and 4 h produces a
significant enhancement of leukocyte recruitment
(percentage enhancement: 2 h, 359 /6 and 4 h, 799 /
6; pB/0.01). Figure 3 (inset) shows that this effect
was due mainly to an enhancement of neutrophils
(percentage enhancement: 2 h, 3549 /10 and 4 h,
3919 /12; pB/0.01). However, mononuclear cells
were significantly fewer at 1, 2 and 4 h (percentage
reduction: 1 h, 559 /12; 2 h, 759 /3; and 4 h, 229 /8;
pB/0.01). No change in exudate levels was observed
with these pre-treatment times (data not shown). In
another group that received one first dose of
PK11195 at 1 h before carrageenan and a second
dose 12 h after the first one, a significant decrease in
the leukocyte infiltration was observed (percentage
decrease, 509 /3; pB/0.01) (Fig. 3) with no change in
exudate levels (data not shown). This leukocyte
inhibition was due to reduced mononuclear cell
influx (percentage inhibition, 749 /2; pB/0.01) (Fig.
3, inset).
Determination of the participation of steroids in
the fluid leakage and cell influx inhibition by
PK11195
Figure 4A shows that treatment of animals with D,L-
aminoglutethimide produced a reversal of the inhi-
FIG. 1. Effects of PK11195 administered 0.5 /4 h before carrageenan (Cg, 1%/cav.) on the early (4 h) phase of the mouse
pleurisy induced by Cg. Leukocytes and exudation levels. Inset: Mononuclear and neutrophil cells, under the same conditions.
C, Control responses in animals only treated with Cg. Each column represents the mean of four to six animals, and the vertical
bars represent the standard error of the mean. * pB/0.05 and ** pB/0.01.
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change in neutrophil influxes in the early (4 h) phase
of pleurisy (p B/0.01) (Fig. 4A, inset). In the later (48
h) phase, nevertheless, D,L-aminogluthetimide was
able to reverse not only the inhibitory effect of
PK11195 on mononuclear influx, but also caused
the accumulation of a volume of pleural exudate
(pB/0.01) (Fig. 4B and 4B, inset). Exudate levels and
leukocytes influx were not affected by D,L-amino-
gluthetimide without PK11195 (results not shown).
Evaluation of effect of PK11195 on the activities
of NO and ADA in pleurisy
The level of nitrate/nitrite in the lavage fluid from
animals treated with PK11195 significantly decreased
in the early (4 h) phase of pleurisy (percentage
inhibition, 479 /6; pB/0.01) (Table 1). However,
PK11195, was ineffective in inhibiting nitrate/nitrite
levels in the later (48 h) phase of pleurisy (Table 1).
PK11195, when administered in two doses of 0.1
mg/kg, i.p., with a 12 h interval, only inhibited the
ADA activity in the late (48 h) phase of pleurisy
(percentage inhibition, 589 /10; pB/0.01) (Table 1).
Discussion
Our results demonstrate that in a pleurisy model pre-
treatment of mice with PK11195 at 0.5 and 1 h before
carrageenan produced an important anti-inflamma-
tory action in the early (4 h) phase due mainly to
inhibition of neutrophil migration and fluid leakage
formation. On the late (48 h) phase, however, only
treatment with two injections of PK11195, a first 1 h
before carrageenan and a second 12 h after the first
one, was effective in inhibiting the leukocyte influx
due to mononuclear cells without changes in exu-
date. These results are in accordance with a previous
study, where it was observed that the anti-inflamma-
tory action of PK11195, in a model of acute inflam-
mation, disappeared 48 h after treatment.
31
It has been shown that PK11195 administered 24 h
before carrageenan in a pleurisy model exerted an
inhibitory effect on neutrophil influx, but no change
FIG. 2. Effects of different doses of PK11195 (0.01 /1.0 mg/kg, i.p.) administered 1 h prior to carrageenan (Cg, 1%/cav.), on the
early (4 h) phase of the mouse pleurisy induced by Cg. Leukocytes and exudation levels. Inset: Mononuclear and neutrophil
cells, under the same conditions. C, Control responses in animals only treated with Cg. Each column represents the mean of
four to six animals, and the vertical bars represent the standard error of the mean. * pB/0.05 and ** pB/0.01.
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17
Thus, in this study, to characterise the role of the PBR
in both end points of the inflammatory process
(exudate formation and neutrophils infiltration) in
the early (4 h) phase of pleurisy, we chose to pre-
treat animals with PK11195 at 1 h before carrageenan.
As the single injections of PK11195 at all times of pre-
treatment analysed were not very effective in inhibit-
ing either total cell recruitment or exudate, animals
treated twice with PK11195 at 12 h time intervals
were utilised for the study of the mechanisms of
action of PK11195 in the late phase of pleurisy.
The mechanism responsible for the anti-inflamma-
tory action of PK11195 is not yet understood clearly.
PK11195 binding is increased in several pathological
situations where an inflammatory process is pre-
sent.
32 Pre-treatment with PK11195 prevents the
neurodegenerative effects, and increases PK11195
binding protein levels in the hippocampus of animals
treated with kainic acid.
33 The PBR density was
greatly increased in rat sciatic nerve degeneration,
and the administration of Ro5-4864 (i.p.) induced a
significant increase in pregnenolone levels in sciatic
nerve and plasma.
12 These results suggest that
glucocorticoid synthesis could be involved in PBR
ligands effects. Here, we confirmed the participation
of glucocorticoids in the anti-inflammatory action of
PBR activation by the utilisation of an inhibitor of
pregenenolone synthesis. Thus, D,L-aminoglutheti-
mide reversed the inhibitory effect of PK11195 on
exudation, but not on neutrophil influx to the mouse
pleural cavity in the early (4 h) phase of the
inflammatory response induced by carrageenan.
Furthermore, glucocorticoids are also implicated in
the inhibitory effect of PK11195 on mononuclear cell
influx observed in the late (48 h) phase of pleurisy.
Very few studies exist on the mediator implicated
in carrageenan-induced mouse pleurisy, but brady-
kinin (BK) and its degradative metabolite des-Arg9-
Bk seem to have an important role in fluid leakage
FIG. 3. Effects of PK11195 (0.1 mg/kg, i.p.), administered 1 /4 h before carrageenan (Cg, 1%/cav.) or twice with a 12 h interval,
on the late (48 h) phase of the mouse pleurisy induced by Cg. Leukocytes and exudation levels. Inset: Mononuclear and
neutrophil cells, under the same conditions. C, Control responses in animals only treated with Cg. Each column represents the
mean of four to six animals, and the vertical bars represent the standard error of the mean. ** pB/0.01.
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induced by carrageenan (Cg, 1%/cav.). The animals were pre-treated (0.5 h) with D,L-aminogluthetimide (10 mg/kg, i.p.) before
PK11195 (0.1 mg/kg, i.p.) and then mouse pleurisy was induced by Cg. (A) Leukocytes and exudation levels in the early (4 h)
phase of the inﬂammatory response. (B) Leukocytes and exudation levels in the late (48 h) phase of the inﬂammatory process.
Insets: Mononuclear and neutrophil cells, under the same conditions. C, Control responses in animals only treated with Cg.
Each column represents the mean of four to six animals, and the vertical bars represent the standard error of the mean. * pB/
0.05 and ** pB/0.01, Cg versus PK11195;
##pB/0.01, PK11195 versus D,L-aminoglutethimide plus PK 11195.
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bradykinin receptors have been identified, B1 and
B2.
34 The bradykinin B2 receptor is expressed con-
stitutively in several tissues and is considered to
mediate the majority of bradykinin effects such as
vasodilatation and increased vascular permeability.
BK stimulates the synthesis of IL-1, IL-2, and IL-6 from
lung strip explants, an effect susceptible to blockade
by a B2 BK receptor antagonist.
35 In lung fibroblasts
BK induces synthesis of IL-6 and IL-8 via the B2
receptor.
36 The bradykinin B1 receptor, however, is
not widely expressed in normal tissues, but is highly
inducible by inflammatory mediators as IL-1. The
interaction between interleukin-1 and B1 receptors
was clearly established in murine models of inflam-
mation where neutrophil accumulation induced by
interleukin-1 was due to up-regulation of B1 recep-
tors whose activation causes the release of substance
P and calcitonin gene-related peptide from sensory C
afferent fibres.
37,38 On the other hand, B1 receptor
agonists can mediate the induction of B1 receptors in
lung fibroblasts by a distinct but synergic mechanism
involving IL-1. Thus, the p38 mitogen-activated
proetin kinase pathway is implicated in B1 agonist-
promoted up-regulation of the B1 receptor. Nuclear
factor-kappa B (NF-kB) activation is very important
in the synergistic upregulation of B1 receptors,
but not in B1 agonist or IL-1b independent up-
regulation.
39
Regarding the early phase of the mouse pleurisy
model, a significant decrease in exudate formation
was observed in rats with a congenital deficiency in
plasma kininogen.
40,41 B2 receptor antagonists re-
duce the exudation rate and accumulation of pleural
fluid in pleurisy induced by carrageenan, and these
effects could be due to the inhibition of BK capacity
to up-regulate the production of cytokines such as IL-
1 and IL-6.
42 44 Thus, the B2 receptor seems to have
an important role in increased fluid leakage in the
early phase of pleurisy induced by carrageenan.
Neutrophil migration is absent in pleurisy induced
by carrageenan in mice that lack the B1 receptor,
whereas fluid leakage formation and mononuclear
cell infiltration are similar to those observed in wild-
type mice, showing that in this model neutrophil
recruitment is mediated mainly by B1 receptors, while
monocyte migration and fluid formation are not.
45
These data about bradykinin receptors in pleurisy,
when compared with the profile obtained in the
reversal of PK11195 action by D,L-aminogluthetimide
in the present study, suggest that there is a correlation
between effects of the PBR ligand mediated by
glucocorticoids and actions regulated by the B2
receptor, but not those regulated by the B1 receptor.
It has been reported that BK stimulates cytokine
gene expression through activation of the transcrip-
tion factor NF-kB via the B2 receptor and that BK-
induced cytokine production is inhibited by
corticosteroids.
46 48 Thus, it might be supposed that
PK11195 would inhibit fluid leakage and mono-
nuclear cell migration in pleurisy via stimulation of
steroid synthesis that, in turn, inhibits cytokine
production through inactivation of NF-kB. As the
inhibitory action of PBR ligands on neutrophils is not
via glucocorticoids, we can suppose that a PBR ligand
might have the capacity to inhibit the neutrophil
accumulation by a distinct mechanism that does not
involve inhibition of cytokines such as IL-1. For
example, the upregulation of the mechanism
mediated by B1 receptor-induced leukocyte traffick-
ing that involves both C fibres and mast cells, and that
probably occurs via substance P and histamine, is
known to involve the specific up-regulation and
rapid mobilisation of certain adhesion molecules for
neutrophils.
38 In addition, B1 agonist-promoted up-
regulation of the B1 receptor as described by Phagoo
et al.
39 could also be implicated.
Activation of B2 receptors in the murine model of
pleurisy concerns almost exclusively the migration of
mononuclear cells that is indirectly mediated by the
release of several inflammatory mediators (i.e. hista-
mine, NO and tachykinins), in addition to products
derived from the arachidonic acid pathway.
49 Many
of these inflammatory mediators exert their effect
partly by enhancing the release of pro-inflammatory
cytokines.
42,50 52 PBR ligands reduce the macro-
Table 1. Effect of the pre-treatment of the animals with PK11195 upon nitrate/nitrite and adenosine-deaminase levels on the
early (4 h) and late (48 h) phases of the inﬂammatory reaction induced by carrageenan in the mouse pleural cavity
Group Pleurisy 4 h Pleurisy 48 h
Nitrate/nitrite (mM) Adenosine-deaminase (IU/ml) Nitrate/nitrite (mM) Adenosine-deaminase (IU/ml)
Saline treated
a 299 /0.4 1.99 /0.2 2.99 /0.4 1.99 /0.2
Carrageenan treated
a 20.09 /1.3 5.09 /0.7 10.89 /0.8 6.99 /0.4
PK11195
b (0.1 mg/kg) 9.49 /1.1** 4.39 /1.2
PK11195
c (0.1 mg/kg)  /  / 9.29 /0.9 3.39 /0.5**
The parameters were analysed 4 and 48 h after the administration of either carrageenan or buffered-saline in the pleural cavity. Values
represent the mean9 /standard error of the mean (n /4 /6 animals per group). Statistical differences determined by analysis of variance,
complemented with Dunnett?s test are indicated: ** pB/0.01.
a Treatment given to the pleural cavity.
b Treatment given by i.p. route, 1 h before carrageenan.
c Treatment given by i.p. route with two doses of PK11195 of 0.1 mg/kg with a 12 h interval.
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53 In the pleurisy model, PK11195 caused a
marked inhibition of IL-6 and IL-13 in pleural
exudation. These data, together with the demonstra-
tion here that the inhibitory action of PK11195 on
mononuclear cell influx in the late phase of pleurisy
is dependent on glucocorticoids, suggest that this
action may be partly linked to the inhibition of the
release of pro-inflammatory cytokines.
PK11195 is not implicated in the modulation of this
fluid formation in the late phase of pleurisy. There is
little evidence for the participation of inflammatory
mediators in fluid formation in this phase but
prostaglandin I2 seems to have an essential role.
High quantities of cyclooxygenase-2 are expressed in
mesothelial cells in the late phase of pleurisy induced
by carrageenan, and this is not affected by dexa-
methasone.
54 The cyclooxygenase-2 expressed in
mesothelial cells may be the main factor responsible
for the formation of prostaglandin I2.
55 Thus, the
inability of glucocorticoids to inhibit cyclooxygenase-
2 expression in mesothelial cells could explain the
incapacity of PK11195 to decrease fluid leakage
formation in the late phase of pleurisy.
It was previously shown that the levels of nitrate/
nitrite are significantly elevated in both phases of
pleurisy while only in the early phase is NO produc-
tion inhibited by dexamethasone and a B2 receptor
antagonist.
30 Inhibitors of NOS activity reduce the
development of carrageenan-induced inflammation
and support a role for NO in the pathophysiology
associated with this model of inflammation.
56 59
Dexamethasone inhibits iNOS at the transcriptional
level.
60 Estrogens inhibit the increase of iNOS activity
in carrageenan-induced pleurisy.
61 We have now
showed that PK11195 significantly inhibits nitrate/
nitrite levels in the early phase of the pleurisy model
and that this action is mainly regulated by glucocor-
ticoids synthesis. Levels of nitrite/nitrate were un-
affected by PK11195 in the later phase.
Thus, the hypothesis that the anti-inflammatory
actions of PK11195 are correlated with its capacity to
inhibit NO levels can be proposed. As this effect was
reversed by D,L-aminogluthetimide, the PK11195-
induced decrease in NO levels could be due mainly
to the inhibition of iNOS (results not shown).
Rapid regulation of constitutive nitric oxide
synthase (cNOS) activity is exerted by estrogens
and glucocorticoids through activation of mitogen-
activated protein kinase and PI3K/Akt pathways.
62,63
NO produced by endothelial nitric oxide synthase
(eNOS) has previously been shown to be involved in
various pathophysiologic conditions, most notably in
the early phase of reperfusion of various organs
previously subjected to ischaemia.
64,65 The inability
of PK11195 to inhibit the exudation in the late (48 h)
phase of pleurisy suggest that cNOS could have an
important role in this phase.
Previous studies have shown that adenosine med-
iates the anti-inflammatory effects of other potent and
widely used anti-inflammatory agents such as metho-
trexate, sulfasalazine, aspirin and sodium salicylate,
but not glucocorticoids.
66 ADA, a marker of activated
mononuclear cells, is an enzyme that controls the
concentration of adenosine in organs and cells.
Several studies have shown that it is able to suppress
the effects of the released adenosine.
25 In the present
work, pre-treatment of the animals with PK11195
caused a reduction in the mononuclear cell pool in
association with a marked reduction of ADA activity
in the late phase of the inflammatory response
induced by carrageenan. Due to the fact that adeno-
sine mediates the anti-inflammatory effects of
PK11195 and glucocorticoids effects are not depen-
dent on adenosine, these data suggest a complemen-
tary mechanism of action of PK11195.
In summary, the present work presents evidence
that the anti-inflammatory action of PK11195 occurs
in part via glucocorticoids, but an adenosine-depen-
dent effect seems to be also implicated. We propose
that glucocorticoid synthesis might cause a decrease
in the actions of inflammatory mediators such as BK
due in part to inhibition of the release of pro-
inflammatory cytokines, but the validity of this
hypothetical mechanism needs to be confirmed.
Thus, this PBR ligand might be of pharmacological
interest as a potential anti-inflammatory agent based
on its capacity to act through several different
mechanisms.
ACKNOWLEDGEMENTS. The authors thank the University Hospital labora-
tory director for their support. M.B.S.S is an M.Sc. student in Pharmacy at
Universidade Federal de Santa Catarina, Brazil.
References
1. Anholt RR, Pedersen PL, De Souza EB, Snyder SH. The peripheral-type
benzodiazepine receptor: localization of the mitochondrial outer
membrane. J Biol Chem 1986; 261: 576 /583.
2. McEnery MW, Snowman AM, Triﬁletti RR, Snyder SH. Isolation of the
mitochondrial benzodiazepine receptor: association with the voltage-
dependent anion channel and the adenine nucleotide carrier. Proc Natl
Acad Sci USA 1992; 89: 3170 /3174.
3. Joseph-Liauzun E, Farges R, Delmas P, Ferrara P, Loison G. The Mr
18,000 subunit of the peripheral-type benzodiazepine receptor exhibits
both benzodiazepine and isoquinoline carboxamide binding sites in the
absence of the voltage-dependent anion channel or of the adenine
nucleotide carrier. J Biol Chem 1997; 272: 28102 /28106.
4. Verma A, Snyder SH. Peripheral type benzodiazepine receptors. Annu
Rev Pharmacol Toxicol 1989; 29: 307 /322.
5. Krueger KE, Papadopoulos V. Mitochondrial benzodiazepine receptors
and the regulation of steroid biosynthesis. Annu Rev Pharmacol Toxicol
1992; 32: 211 /237.
6. Krueger KE. Molecular and functional properties of mitochondrial
benzodiazepine receptors. Biochim Biophys Acta 1995; 1241:4 5 3 /470.
7. Besman MJ, Yanagibashi K, Lee TD, Kawamura M, Hall PF, Shively JE.
Identiﬁcation of des-(Gly-lle)-endozepine as an effector of corticotropin-
dependent adrenal steroidogenesis: stimulation of cholesterol delivery is
mediated by the peripheral benzodiazepine receptor. Proc Natl Acad
Sci 1989; 86: 4897 /4901.
8. Barnea ER, Fares F, Gavish M. Modulatory action of benzodiazepines on
human term placental steroidogenesis in vitro. Mol Cell Endocrinol
1989; 64: 155 /159.
9. Papadopoulos V, Mukhin AG, Costa E, Krueger KE. The peripheral-type
benzodiazepine receptor is functionally linked to Leydig cell steroido-
genesis. J Biol Chem 1990; 265: 3772 /3779.
Involvement of steroids in anti-inflammatory effects of PK11195
Mediators of Inflammation Vol 13  2004 10110. Amsterdam A, Suh BS. An inducible functional peripheral benzodiaze-
pine receptor in mitochondria of steroidogenic granulosa cells. En-
docrinology 1991; 129:5 0 3 /510.
11. Tsankova V, Magistrelli A, Cantoni L, Tacconi MT. Peripheral benzodia-
zepine receptor ligands in rat liver mitochondria: effect on cholesterol
translocation. Eur J Pharmacol 1995; 294: 601 /607.
12. Lacor P, Gandolfo P, Tonon MC, et al. Regulation of the expression of
peripheral benzodiazepine receptors and their endogenous ligands
during rat sciatic nerve degeneration and regeneration: a role for PBR
in neurosteroidogenesis. Brain Res 1999; 815:7 0 /80.
13. Silvestre JS, Robert V, Heymes C, et al. Myocardial production of
aldosterone and corticosterone in the rat. Physiological regulation. J Biol
Chem 1998; 273:4 8 8 3  /4891.
14. Morales A, Cuellar A, Ramirez J, Vilchis F, Diaz-Sanchez V. Synthesis of
steroids in pancreas: evidence of cytochrome P-450scc activity. Pan-
creas 1999; 19:3 9 /44.
15. Benavides J, Dubois A, Dennis T, Hamel E, Scatton B. Omega 3
(peripheral type benzodiazepine binding) site distribution in the rat
immune system: an autoradiographic study with the photoafﬁnity ligand
[3H]PK 14105. J Pharmacol Exp Ther 1989; 249: 333 /339.
16. Canat X, Carayon P, Bouaboula M, et al. Distribution proﬁle and
properties of peripheral type benzodiazepine receptors on human
hemopoetic cells. Life Sci 1993; 52:1 0 7 /118.
17. Torres SR, Fro ¨de TS, Nardi GM, et al. Anti-inﬂammatory effects of
peripheral benzodiazepine receptor ligands in two mouse models of
inﬂammation. Eur J Pharmacol 2000; 408: 199 /211.
18. Cash R, Brough AJ, Cohen MN, Satoh PS. Aminoglutethimide (Elipten-
Ciba) as an inhibitor of adrenal steroidogenesis: mechanism of action
and therapeutic trial. J Clin Endocrinol Metab 1967; 27: 1239 /1248.
19. Fredholm BB, IJzerman AP, Jacobson KA, Klotz KN, Linden JA.
International Union of Pharmacology.XXV. Nomenclature and classiﬁca-
tion of adenosine receptors, Pharmacol Rev 2001; 53: 527 /552.
20. Wakai A, Wang JH, Winter DC, Street JT, O’Sullivan RG, Redmond HP.
Adenosine inhibits neutrophil vascular endothelial growth factor release
and transendothelial migration via A2B receptor activation. Shock 2001;
15:2 9 7 /301.
21. Gomez G, Apasov S, Sitkovsky MV. Immunossuppressive effects of
extracellular adenosine on immune cells: implications for the pathogen-
esis of ADA SCID and immunomodulation. Drug Dev Res 2001; 53:
218 /224.
22. Link AA, Kino T, Worth JA, et al. Ligand-activation of the adenosine A2A
receptors inhibits IL-12 production by human monocytes. J Immunol
2000; 164:4 3 6 /442.
23. Thiel M, Caldwell CC, Sitkovsky MV. The critical role of adenosine A2A
receptors in downregulation of inﬂammation and immunity in the
pathogenesis of infectious diseases. Microbes Infect 2003; 5: 515 /526.
24. Fro ¨de TS, Medeiros YS. Myeloperoxidase and adenosine-deaminase
levels in the pleural ﬂuid leakage induced by carrageenan in the mouse
model of pleurisy. Mediat Inﬂamm 2001; 10: 223 /227.
25. Dalmarco EM, Frode TS, Medeiros YS. Effects of methotrexate upon
inﬂammatory parameters induced by carrageenan in the mouse model
of pleurisy. Mediat Inﬂamm 2002; 11:2 9 9 /306.
26. Rossi A, Cuzzocrea S, Mazzon E, et al. Regulation of prostaglandin
generation in carrageenan-induced pleurisy by inducible nitric oxide
synthase in knockout mice. Life Sci 2003; 72: 1199 /1208.
27. Saleh TSF, Calixto JB, Medeiros YS. Anti-inﬂammatory effects of
theophylline, cromolyn and salbutamol in a murine model of pleurisy.
Br J Pharmacol 1996; 118:8 1 1 /819.
28. Fro ¨de TS, Souza GE, Calixto JB. The effects of IL-6 and IL-10 and their
speciﬁc antibodies in the acute inﬂammatory responses induced by
carrageenan in the mouse model of pleurisy. Cytokine 2002; 17:1 4 9 /
156.
29. Giusti G, Galanti B. Adenosine deaminase: colorimetric method. In:
Bergmeyer HU, ed. Methods of Enzymatic Analysis, New York: Verlac
Chemie, 1984: 315 /323.
30. Saleh TSF, Calixto JB, Medeiros YS. Effects of anti-inﬂammatory drugs
upon nitrate and myeloperoxidase levels in the mouse pleurisy induced
by carrageenan. Peptides 1999; 20:7 2 3 /741.
31. Torres SR, Nardi GM, Ferrara P, Ribeiro-do-Valle RM, Farges RC. Potential
role of peripheral benzodiazepine receptors in inﬂammatory responses.
Eur J Pharmacol 1999; 385:1 /2.
32. Myers R, Manjil LG, Frackowiak RS, Cremer JE. 3H]PK 11195 and the
localisation of secondary thalamic lesions following focal ischaemia in
rat motor cortex. Neurosci Lett 1991; 133:2 0 /24.
33. Veenman L, Leschiner S, Spanier I, Weisinger G, Weizman A, Gavish M.
PK 11195 attenuates kainic acid-induced seizures and alterations in
peripheral-type benzodiazepine receptor (PBR) protein components in
the rat brain. J Neurochem 2002; 80:9 1 7 /927.
34. Regoli D, Nsa Allogho S, Rizzi A, Gobeil FJ. Bradykinin receptors and
their antagonists. Eur J Pharmacol 1998; 348:1 /10.
35. Pagaelow I, Werner H, Vietinghoff G, Wartner U. Release of cytokines
from isolated lung strips by bradykinin. Inﬂamm Res 1995; 44: 306 /311.
36. Hayashi R, Yamashita N, Matsui S, et al. Bradykinin stimulates IL-6 and
IL-8 production by human lung ﬁbroblasts through ERK- and p38 MAPK-
dependent mechanisms. Eur Respir J 2000; 16: 452 /458.
37. Ahluwalia A, Perretti M. Involvement of bradykinin B1 receptors in the
polymorphonuclear leukocyte accumulation induced by IL-1 beta in
vivo in the mouse. J Immunol 1996; 156: 269 /274.
38. McLean PG, Ahluwalia A, Perretti M. Association between kinin B(1)
receptor expression and leukocyte trafﬁcking across mouse mesenteric
postcapillary venules. JE x pM e d2000; 192:3 6 7 /380.
39. Phagoo SB, Reddi K, Anderson KD, Leeb-Lundberg LM, Warburton D.
Bradykinin B1 receptor up-regulation by interleukin-1beta and B1
agonist occurs through independent and synergistic intracellular signal-
ing mechanisms in human lung ﬁbroblasts. J Pharmacol Exp Ther 2001;
298:7 7 /85.
40. Oh-Ishi S, Hayashi I, Hayashi M, et al. Evidence for a role of the plasma
kallikrein-kinin system in acute inﬂammation: reduced exudation during
carrageenin- and kaolin-pleurisies in kininogen-deﬁcient rats. Agents
Actions 1986; 18: 450 /454.
41. Oh-Ishi S. Biological regulation by the kallikrein-kinin system: a study
with a kininogen-deﬁcient rat strain. Nippon Yakurigaku Zasshi 1993;
101: 209 /218.
42. Maruo N, Morita I, Shirao M, Murota S. IL-6 increases endothelial
permeability in vitro. Endocrinology 1992; 131:7 1 0 /714.
43. Majima M, Kawashima N, Hiroshi I, Katori M. Effects of an orally active
non-peptide bradykinin B2 receptor antagonist, FR173657, on plasma
exudation in rat carrageenin-induced pleurisy. Br J Pharmacol 1997;
121: 723 /730.
44. Modeer T, Anduren I, Yucel-Lindberg T. Bradykinin synergistically
stimulates interleukin 6 production in human gingival ﬁbroblasts
challenged with interleukin 1 or tumour necrosis factor alpha. Cytokine
1998; 10:2 6 /31.
45. Pesquero JB, Araujo RC, Heppenstall PA, et al. Hypoalgesia and altered
inﬂammatory responses in mice lacking kinin B1 receptors. Proc Natl
Acad Sci USA 2000; 97: 8140 /8145.
46. Pan ZK, Ye RD, Christiansen SC, Jagels MA, Bokoch GM, Zuraw BL. Role
of the Rho GTPase in bradykinin-stimulated nuclear factor-kappaB
activation and IL-1 beta gene expression in cultured human epithelial
cells. J Immunol 1998; 160: 3038 /3045.
47. Zhu YM, Bradbury DA, Pang L, et al. Transcriptional regulation of
interleukin (IL)-8 by bradykinin in human airway smooth muscle cells
involves prostanoid-dependent activation of AP-1 and nuclear factor
(NF)-IL-6 and prostanoid-independent activation of NF-kappaB. J Biol
Chem 2003; 278: 29366 /29375.
48. Huang CD, Tliba O, Panettieri RA Jr, Amrani Y. Bradykinin induces
interleukin-6 production in human airway smooth muscle cells:
modulation by Th2 cytokines and dexamethasone. Am J Respir Cell
Mol Biol 2003; 28: 330 /338.
49. Saleh TS, Calixto JB, Medeiros YS. Pro-inﬂammatory effects induced by
bradykinin in a murine model of pleurisy. Eur J Pharmacol 1997; 331:
43 /52.
50. Saban MR, Saban R, Bjorling DE. Kinetics of peptide-induced release of
inﬂammatory mediators by the urinary bladder. Br J Urol 1997; 80:7 4 2 /
747.
51. Cocchiara R, Bongiovanni A, Albeggiani G, Azzolina A, Geraci D.
Substance P selectively activates TNF-alpha mRNA in rat uterine immune
cells: a neuroimmune link. Neuroreport 1997; 8: 2961 /2964.
52. Lambert N, Lescoulie PL, Yassine-Diab B, Enault G, Mazieres B, De
Preval C, Cantagrel A. Substance P enhances cytokine-induced vascular
cell adhesion molecule-1 (VCAM-1) expression on cultured rheumatoid
ﬁbroblast-like synoviocytes. Clin Exp Immunol 1998; 113:2 6 9 /275.
53. Zavala F, Taupin V, Descamps-Latscha B. In vivo treatment with
benzodiazepines inhibits murine phagocyte oxidative metabolism and
production of interleukin 1, tumor necrosis factor and interleukin-6.
J Pharmacol Exp Ther 1990; 255: 442 /450.
54. Kawamura M, Hatanaka K, Saito M, et al. Are the anti-inﬂammatory
effects of dexamethasone responsible for inhibition of the induction of
enzymes involved in prostanoid formation in rat carrageenin-induced
pleurisy? Eur J Pharmacol 2000; 400: 127 /135.
55. Hatanaka K, Kawamura M, Ogino M, Saito M, Ogino K, Matsuo S,
Harada Y. Expression and function of cyclooxygenase-2 in mesothelial
cells during late phase of rat carrageenin-induced pleurisy. Life Sci 1999;
65: 161 /166.
56. Tracey WR, Nakane M, Kuk J, Budzik G, Klinghofer V, Harris R, Carter G.
The nitric oxide synthase inhibitor, L-NG-monomethylarginine, reduces
carrageenan-induced pleurisy in the rat. J Pharmacol Exp Ther 1995;
273: 1295 /1299.
57. Wei XQ, Charles IG, Smith A, et al. Altered immune responses in mice
lacking inducible nitric oxide synthase. Nature 1995; 375:4 0 8 /411.
58. Salvemini D, Wang ZQ, Wyatt PS, Bourdon DM, Marino MH, Manning
PT, Currie MG. Nitric oxide: a key mediator in the early and late phase of
carrageenan-induced rat paw inﬂammation. Br J Pharmacol 1996; 118:
829 /838.
59. Cuzzocrea S, Zingarelli B, Hake P, Salzman AL, Szabo C. Antiinﬂamma-
tory effects of mercaptoethylguanidine, a combined inhibitor of nitric
oxide synthase and peroxynitrite scavenger, in carrageenan-induced
models of inﬂammation. Free Radic Biol Med 1998; 24:4 5 0 /459.
60. Matsumura M, Kakishita H, Suzuki M, Banba N, Hattori Y. Dexametha-
sone suppresses iNOS gene expression by inhibiting NF-kappaB in
vascular smooth muscle cells. Life Sci 2001; 69:1 0 6 7 /1077.
M. B. S. da Silva et al.
102 Mediators of Inflammation Vol 13  200461. Cuzzocrea S, Mazzon E, Sautebin L, et al. The protective role of
endogenous estrogens in carrageenan-induced lung injury in the rat. Mol
Med 2001; 7:4 7 8 /487.
62. Simoncini T, Hafezi-Moghadam A, Brazil DP, Ley K, Chin WW, Liao JK.
Interaction of oestrogen receptor with the regulatory subunit of
phosphatidylinositol-3-OH kinase. Nature 2000; 407: 538 /541.
63. Hafezi-Moghadam A, Simoncini T, Yang E, et al. Acute cardiovascular
protective effects of corticosteroids are mediated by non-transcriptional
activation of endothelial nitric oxide synthase. Nat Med 2002; 8:4 7 3  /
479.
64. Szabo C, Salzman AL, Ischiropoulos H. Peroxynitrite-mediated oxidation
of dihydrorhodamine 123 occurs in early stages of endotoxic and
hemorrhagic shock and ischemia-reperfusion injury. FEBS Lett 1995;
372:2 2 9 /232.
65. Cuzzocrea S, Zingarelli B, Costantino G, Szabo A, Salzman AL, Caputi AP,
Szabo C. Beneﬁcial effects of 3-aminobenzamide, an inhibitor of poly
(ADP-ribose) synthetase in a rat model of splanchnic artery occlusion
and reperfusion. Br J Pharmacol 1997; 121: 1065 /1074.
66. Cronstein BN, Montesinos MC, Weissmann G. Salicylates and sulfasala-
zine, but not glucocorticoids, inhibit leukocyte accumulation by an
adenosine-dependent mechanism that is independent of inhibition of
prostaglandin synthesis and p105 of NFkappaB. Proc Natl Acad Sci USA
1999; 96: 6377 /6381.
Received 26 November 2003
Accepted 22 January 2004
Involvement of steroids in anti-inflammatory effects of PK11195
Mediators of Inflammation Vol 13  2004 103